Introduction
It is well established that alterations in glutamate transmission in the nucleus accumbens (NAc) contribute to consequences of long-term cocaine exposure in animal models of addiction. Recent work has focused on cocaine-induced changes in surface expression and subunit composition of AMPA-type glutamate receptors (AMPARs) in the NAc [40] because of the role these that such adaptations play in activity-dependent synaptic plasticity [36] . The interpretation of studies on cocaine-induced AMPAR plasticity would be aided by a better understanding of AMPAR properties in the NAc of adult, drug-naïve rats.
Recent studies have provided information about AMPAR subunit composition in the NAc. Electrophysiological results indicate that synaptic AMPARs in the NAc are primarily GluA2-containing (e.g., [4, 21] ). Supporting this, biochemical studies suggest that GluA1A2 receptors are the most common subtype in the NAc [4, 33] , similar to the hippocampus [24] . AMPARs lacking the GluA2 subunit, hereafter termed Ca 2+ -permeable AMPARs (CP-AMPARs), comprise less than 10% of AMPARs in NAc membrane preparations; these CP-AMPARs may be homomeric GluA1, homomeric GluA3 or GluA1A3 receptors [4, 33] . We are particularly interested in the regulation of CP-AMPARs in the NAc because they mediate the intensified ("incubated") cocaine craving that occurs after withdrawal from extended-access cocaine self-administration [4, 26] .
Despite recent interest in AMPAR subunit composition, there is no information about synaptic versus extrasynaptic AMPAR populations in the NAc. This is a significant gap in current knowledge because of the important role of extrasynaptic AMPARs, particularly CP-AMPARs, in supplying synaptic pools during plasticity (see Conclusions). There is also no information available regarding transmembrane AMPA receptor regulatory proteins (TARPs) in the NAc, despite their important role in regulating AMPAR trafficking, channel properties and glutamate affinity [19] . The goal of this study was to characterize the synaptic versus extrasynaptic distribution of AMPAR subunits and the TARPs y-2 and γ-4 in the adult rat NAc using a previously described subcellular fractionation method [6, 7, 13] .
Materials and methods
Experiments were approved by our institutional Animal Care and Use Committee. For studies of TARP distribution, brain regions were dissected from male Sprague Dawley rats (>PD60; Harlan Laboratories, Indianapolis, IN, USA; 275-300g), wild-type mice, and stargazer mutant mice which lack γ-2 (B6C3Fe-a/a-Cacng2 stg /J, Jackson Laboratory), and homogenized in lysis buffer [10] prior to SDS-PAGE. All experiments compared fractions from three independent samples, each obtained by pooling NAc tissue from two rats, except for GluA2/3 immunodepletion experiments, which used four samples. Each sample was processed to obtain fractions enriched for synaptic and extrasynaptic membranes, as described previously [6, 7, 13] . This method relies on the insolubility of postsynaptic densities (PSD) and synaptic junctions in Triton X-100. A crude membrane fraction (P2) can therefore be separated, based on Triton X-100 solubility, into an insoluble fraction enriched for synaptic membranes (TxP) and a soluble fraction enriched for extrasynaptic membranes (TxS; Fig. 1A ). Briefly, each NAc sample was homogenized in 6ml of sucrose homogenization buffer (10mM HEPES, 0.32M sucrose, 1mM Na 3 VO 4 , 5mM NaF, 2mM EDTA, pH 7.4) in a glass grinding vessel with rotating Teflon pestle (Wheaton Overhead Stirrer; 3000 RPM, 12 passes). The homogenate was centrifuged (800 × g, 10 min, 4°C). The resulting supernatant (S1) was centrifuged (10,000 × g, 15 min, 4°C) to yield a crude membrane pellet (P2). In preliminary experiments, the supernatant from the P2 fraction (S2) was collected and centrifuged (100,000 × g, 60 min) to yield the intracellular light membrane fraction (P3), which was used for initial characterization studies. The P2 pellet was washed twice with sucrose homogenization buffer and re-suspended in 4ml of sucrose homogenization buffer containing Triton X-100 (0.5%v/v) using a motorized pellet pestle mixing/grinding rod (Kontes, Vineland, NJ). The suspension was then incubated with gentle rotation (4°C, 20 min) and centrifuged (32,000 × g, 20 min) to yield the insoluble fraction (TxP; this pellet was washed twice before use) and the soluble fraction (TxS). The TxS fraction was concentrated by adding 8 volumes of cold acetone, incubating overnight (−20°C), and centrifuging (3000 × g). The concentrated TxS pellet was solubilized in sucrose-Triton buffer containing 1% SDS. The TxP fraction was solubilized in 200µl of the same buffer using 30 passes of the motorized pestle. Samples were stored at −80°C.
To assess homomeric GluA1 receptors in the extrasynaptic fraction, GluA2 and GluA3 were depleted from the sample using immunoprecipitation (IP). For these experiments, we used the TxS fraction without acetone concentration. First, 3µg of GluA2/3 antibody (AB1506; Millipore, Billerica, MA) or normal rabbit IgG (12-370; Millipore) was incubated (4 h, 4°C) with 10µl of 50% protein A/G-agarose beads (20421; Thermo Scientific/Pierce, Rockford, IL). Then, antibody-coated beads were added to an aliquot of TxS (~80µg in 400µl) and incubated overnight (4°C) with constant rotation. The sample was then centrifuged, the supernatant was collected, and the process was repeated to ensure complete removal of GluA2 and GluA3. The supernatant, after the second round of IP, was termed the "unbound fraction".
Samples were heated (70°C, 10 min) in Laemmli sample treatment buffer with 100mM dithiothreitol and then processed for SDS-PAGE and immunoblotting [10] . Protein concentration was determined using the BioRad kit (BioRad, Hercules, CA). The following antibodies were used: GluA1 (1:1000, Thermo Scientific/Pierce; PA1-37776), pS831 GluA1 (1:500, PhosphoSolutions, Aurora, CO; p1160-831), pS845 GluA1 (1: 
Results and discussion
Representative immunoblots from the synaptic membrane-enriched and extrasynaptic membrane-enriched fractions are shown in Fig 1B. Consistent with previous results using this approach [6, 7, 13] , the synaptic markers CaMKII and PSD-95 were concentrated in synaptic membranes and virtually undetectable in extrasynaptic membranes, whereas calnexin was detected in extrasynaptic but not synaptic membranes (Fig. 1B) , although it was most enriched in the P3 fraction (data not shown). Calnexin's presence in extrasynaptic membranes is consistent with its expression in the plasma membrane (see [6] ). We also evaluated rab11 because of its role in the trafficking of recycling endosomes containing AMPARs to the plasma membrane [31] . In cultured NAc neurons, AMPARs are initially inserted into extrasynaptic regions of the plasma membrane [38] . Consistent with this, rab11 was enriched in extrasynaptic membranes (Fig. 1B) . Finally, the NMDAR subunits NR1, NR2A and NR2B were predominantly found in synaptic membranes (Fig. 1C) , consistent with prior results [6, 7, 13] . These results confirm that our fractions are enriched for synaptic and extrasynaptic membranes.
Next, we evaluated the relative abundance of AMPAR subunits GluA1-3 in synaptic and extrasynaptic membrane fractions from the adult rat NAc. All AMPAR subunits were significantly more abundant in synaptic than extrasynaptic membrane fractions (Fig. 1D) . Because of the potential role of NAc GluA1 phosphorylation in motivated behaviors (e.g., [5] ), we used phosphospecific antibodies to evaluate levels of GluA1 phosphorylated on serine 845 (pS845 GluA1) or serine 831 (pS831 GluA1). Serine 845 is phosphorylated by PKA while serine 831 is phosphorylated by CaMKII and PKC [1,27,34,] . Fig. 2 (panels A  and B) shows the relative abundance of pS845 GluA1 and pS831 GluA1 and the ratio of phosphorylated to total GluA1 protein in synaptic and extrasynaptic membranes. pS845 GluA1/total GluA1 was significantly higher in extrasynaptic membranes ( Fig. 2A) , as found in hippocampus [7] . These results are consistent with evidence that PKA phosphorylation of GluA1 facilitates AMPAR insertion into extrasynaptic membranes (see Conclusions). The ratio of pS831 GluA1/total GluA1 was significantly higher in synaptic than extrasynaptic membranes (Fig. 2B) , consistent with evidence that synaptic GluA1 is phosphorylated at serine 831 [1] .
In light of the importance of extrasynaptic CP-AMPARs in the hippocampus [15, 16, 22] , we assessed their existence in the NAc. Using the extrasynaptic membrane fraction as starting material, we used GluA2/3 antibody to IP AMPARs that contain GluA2 or GluA3, leaving homomeric GluA1 receptors in the unbound fraction. Immunoblotting of the unbound fraction confirmed that less than 5% of GluA2 and GluA3 remained after 2 rounds of IP (Fig. 2C ). Our previous work in a crude membrane fraction (containing synaptic and extrasynaptic membranes) showed that ~7% of GluA1 in the NAc is not physically associated with GluA2 or GluA3, and is therefore present either in homomeric GluA1 receptors (tetramers) or in GluA1 monomers or dimers [33] . Here we found that ~35 ± 8% of the GluA1 protein originally present in the extrasynaptic membrane fraction remained after IP of GluA2 and GluA3, consistent with the presence of homomeric GluA1 AMPARs at extrasynaptic sites (Fig. 2D ). Compared to the 7% value obtained in a crude membrane fraction, this suggests an enrichment of homomeric GluA1 AMPARs in extrasynaptic membranes. We also compared pS845 GluA1 levels in the extrasynaptic membrane fraction (starting material for IP) and the unbound fraction that remained after GluA2/3 IP. Some pS845 GluA1 signal was detected in the unbound fraction, although it was too low to quantify reliably (data not shown). Nevertheless, these data suggest the existence of extrasynaptic homomeric GluA1 AMPARs that are phosphorylated on S845.
Next we evaluated TARP distribution, focusing on γ-2 because it is the prototypical TARP and is expressed in the NAc and on γ-4 because it is abundant in the striatum; γ-3 is also expressed in the striatum, but a reliable antibody was not available [11, 20, 35, 39] . Specificity of the γ-2 antibody was confirmed in tissue from stargazer mutant mice which lack γ-2 (data not shown). As expected, γ-2 was found in homogenates from all regions, with high expression in cerebellum and cortex (Fig. 3A) . We could not obtain γ-4 knockout mice; however, the γ-4 antibody recognized a band slightly larger than γ-2, as predicted (e.g. [35] ). Consistent with prior results [35, 39] , γ-4 immunoreactivity was detected in homogenates from all regions except the cerebellum (Fig. 3A) . In NAc synaptic and extrasynaptic membrane fractions, γ-2 and γ-4 showed opposite expression patterns. γ-2 was more abundant in synaptic membranes, whereas γ-4 was more abundant in extrasynaptic membranes (Fig. 3B,C) . To confirm these results, we measured γ-4 in a classical PSD fraction from NAc [14] and found that γ-4 was nearly undetectable whereas the γ-2 signal was strong (data not shown). Our results are the first to link γ-4 to an extrasynaptic function. However, a prior study in hippocampal and cortical neuronal cultures indicated a predominantly synaptic role for γ-2 whereas γ-8 seemed to have both synaptic and extrasynaptic roles [18] . We have observed that γ-8 is not highly expressed in cultured NAc medium spiny neurons (data not shown). Although type Ia TARPs (γ-2 and γ-3) and Type Ib TARPS (γ-4 and γ-8) both enhance ion flow through AMPARs by altering glutamate affinity and channel properties, the Type Ib TARPs produce a more robust enhancement of AMPAR transmission [19] . Thus, the preferential expression of γ-2 synaptically and γ-4 extrasynaptically may suggest relatively greater ion flow through extrasynaptic AMPARs.
In conclusion, our results demonstrate that GluA1-3 are mainly detected in synaptic membranes but are also present in extrasynaptic membranes. When we specifically analyzed GluA1 phosphorylated at the PKA site (S845), we found a relative enrichment in extrasynaptic membranes. In cultured NAc neurons, GluA1-containing AMPARs are incorporated into synapses through a two-step process involving insertion onto the cell surface at extrasynaptic sites followed by NMDAR-dependent translocation into the synapse; the first step is accelerated by PKA activation, most likely via phosphorylation of GluA1 at S845 [2, 3, 29, 38, 41] . These in vitro results are consistent with the observed in vivo enrichment of pS845 GluA1 in extrasynaptic membranes. Studies in other brain regions also support a role for extrasynaptic surface AMPARs in supplying the synapse (e.g., [17, 23, 25, 32, 42, 44] ) and similarly indicate that PKA phosphorylation of GluA1 primes AMPARs for synaptic insertion [8, 12, 28, 30, 37] . Interestingly, we found that homomeric GluA1 CP-AMPARs are present in extrasynaptic NAc membranes. Taken together with the enrichment of pS845 GluA1 in this fraction, these data suggest PKA phosphorylation of GluA1 located within homomeric GluA1 receptors. In the hippocampus, perisynaptic CP-AMPARs are important for increasing synaptic strength during LTP [15, 43] and PKA phosphorylation of GluA1 stabilizes this pool of CP-AMPARs [16] . If the same regulatory mechanism operates in the NAc, then the stabilization of extrasynaptic CP-AMPARs (via increased PKA phosphorylation) could help explain their accumulation in NAc synapses after prolonged withdrawal from extended-access cocaine self-administration [4, 26] . Consistent with this idea, we recently found increased pS845 GluA1 levels in extrasynaptic NAc membranes prepared on withdrawal day 45 from such a regimen [9] . Finally, our results raise the exciting prospect that, in the NAc, the TARPs γ-2 and γ-4 are preferentially involved in regulating synaptic and extrasynaptic AMPARs, respectively.
Research highlights
• AMPAR subunits are more abundant in synaptic than extrasynaptic rat NAc membranes • GluA1 in NAc extrasynaptic membranes shows relatively greater S845 phosphorylation • GluA1 in NAc synaptic membranes shows relatively greater S831 phosphorylation
• Homomeric GluA1 AMPARs are found in NAc extrasynaptic membranes
• TARP y2 is enriched in NAc synaptic membranes; y4 is predominantly extrasynaptic Characterization of fractions enriched for synaptic membranes (TxP) and extrasynaptic membranes (TxS) and distribution of NMDAR and AMPAR subunits in the adult rat NAc. A) Schematic of the fractionation procedure. B) Representative Western blots demonstrating levels of marker proteins in TxP and TxS fractions. C) Relative abundance of NMDAR subunits in each fraction. NR1 and NR2B were significantly more abundant in synaptic membranes (*p≤0.05). A similar difference, which approached significance, was seen for NR2A (p=0.06). D) Relative abundance of AMPAR subunits in each fraction. GluA1-3 were detected in both fractions, but were significantly enriched in synaptic membranes (*p≤0.05). Data are presented as mean ± SEM (N=3) normalized to values for the synaptic membrane fraction, with representative blots shown below each bar. Protein loaded per lane: 5µg. Expression of the TARPs γ-2 and γ-4 in synaptic and extrasynaptic membranes. A) Immunoblots of γ-2 (upper) and γ-4 (lower) protein in homogenates from the indicated brain regions (note different order of brain regions for upper and lower images). γ-2 was abundant in cerebellum (CB), hippocampus (Hipp) and prefrontal cortex (PFC) and present in both nucleus accumbens (NAc) and caudate putamen (CPu) whereas γ-4 was not present in the CB but was found in all other regions examined. B) The relative abundance of γ-2 and γ-4 protein in each fraction was quantified for adult rat NAc tissue; γ-2 was more abundant in synaptic membranes whereas γ4 was more abundant in extrasynaptic membranes. Data are presented as mean ± SEM (N=3) normalized to values for the synaptic membrane fraction, with representative blots shown beneath each bar. Protein loaded per lane: 20µg (panel A) and 5µg (panel B).
